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Alternative oxidasent bacteria, we screened the Kitasato Institute for Life Sciences Chemical Library
with bacterial quinol oxidase, which does not exist in the mitochondrial respiratory chain. We identiﬁed ﬁve
prenylphenols, LL-Z1272β, γ, δ, ɛ and ζ, as new inhibitors for the Escherichia coli cytochrome bd. We found that
these compounds also inhibited the E. coli bo-type ubiquinol oxidase and trypanosome alternative oxidase,
although these three oxidases are structurally unrelated. LL-Z1272β and ɛ (dechlorinated derivatives) were
more active against cytochrome bdwhile LL-Z1272γ, δ, and ζ (chlorinated derivatives) were potent inhibitors
of cytochrome bo and trypanosome alternative oxidase. Thus prenylphenols are useful for the selective
inhibition of quinol oxidases and for understanding the molecular mechanisms of respiratory quinol oxidases
as a probe for the quinol oxidation site. Since quinol oxidases are absent from mammalian mitochondria, LL-
Z1272β and δ, which are less toxic to human cells, could be used as lead compounds for development of novel
chemotherapeutic agents against pathogenic bacteria and African trypanosomiasis.
© 2008 Elsevier B.V. All rights reserved.1. IntroductionThe emergence of antibiotic-resistant strains of major pathogenic
bacteria such as Staphylococcus aureus is an increasingly serious public
health concern [1]. To evade bacterial drug-resistance mechanisms,
new effective chemotherapeutic agents, which have novel mechan-
isms of action as well as different cellular targets compared with
conventional antibiotics, need to be developed [2].
Cytochromes bo (CyoABCD) and bd (CydAB) are two terminal
quinol oxidases of the aerobic respiratory chain in Escherichia coli and
many other bacteria [3,4 for reviews]. Although they are structurally
unrelated, both generate proton-motive force through the oxidation of
quinols coupled to dioxygen reduction. Cytochrome bo is a proton-
pumping heme–copper terminal oxidases and is predominantly
expressed under highly aerated growth conditions. In contrast,
cytochrome bd is a predominant terminal oxidase under microaer-
ophilic growth conditions and performs a variety of physiological
functions such as microaerophilic respiration and protection against
oxygen stress. Further, cytochrome bd and its variant cyanide-
insensitive oxidase (CioAB) play a key role in survival and adaptation
of pathogenic bacteria that encounter host environments where
dioxygen is progressively limited [5–9].
In long slender bloodstream forms of the parasitic protist Trypano-
soma brucei, which causes sleeping sickness in human and nagana in81 3 5841 3444.
l rights reserved.livestock, mitochondrial respiratory Complexes III and IV are down-
regulated and alternative quinol oxidase (AOX) serves as a terminal
oxidase [10,11]. AOX is a di-iron family protein bound to the matrix side
of the innermembrane and cannot generate the proton-motive force. All
three quinol oxidases have no counterparts in mammalian mitochon-
dria, thus they are potential targets for novel antimicrobial chemother-
apeutics. In fact, we previously identiﬁed ascofuranone (AF), a
prenylphenol isolated from a phytopathogenic fungus Ascochyta viciae
[12], as a potent inhibitor for the growth of T. brucei and trypanosome
AOX (noncompetitive inhibition with IC50 of 2 nM) [13,14].
By screening of hundreds of natural antibiotics in the Kitasato
Institute for Life Sciences Chemical Library [15] with the E. coli
cytochrome bd, we found that LL-Z1272γ has potent inhibititory activity.
We extended our screening to related compounds and found that
antibiotics LL-Z1272β, γ, δ, ɛ and ζ (Fig. 1), prenylphenols isolated from
the fungus Verticillum sp. FO-2787 [16], are a unique set of natural
compounds that can discriminate and inhibit alternative respiratory
quinol oxidases. Thus, antibiotics LL-Z1272 are useful probes for
understanding of molecular mechanisms of quinol oxidases and we
hope that ourﬁndings contribute to the development of newantibiotics.
2. Materials and methods
2.1. Isolation or source of antibiotics and inhibitors
LL-Z1272β, γ, δ, ɛ and ζ were isolated from the cultured
mycelium Verticillum sp. FO-2787 [16]. Antibiotics LL-Z1272α, β, γ,
Fig. 1. Structures of antibiotics LL-Z1272 and related natural compounds.
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Fusarium sp. as inhibitors for the growth of the protist Tetrahymena
pyriformis [17]. Ilicicolin A, B, D, C, and F isolated from the fungus
Cylindrocladium ilicicola [18] are also identical to LL-Z1272α, β, γ,
δ, and ζ, respectively [19]. AF and piericidin A were kind gifts from
Drs. Masaichi Yamamoto (aRigen Pharmaceuticals. Inc.) and Shigeo
Yoshida (Institute of Physical and Chemical Research), respectively.
Synthesis of aurachin C 1-10 was described previously [20].
Antimycin A1 and 2-heptyl-4-hydroxyquinoline N-oxide (HQNO)
were purchased from Sigma.
2.2. Preparation of cytoplasmic membrane vesicles and puriﬁcation of
cytochrome bo
Cytochrome bd-overproduced membranes were isolated from E.
coli ST4683/pNG2 (Δcyo Δcyd/cyd+ TetR), which can overproduce bd-
type quinol oxidase as the sole terminal oxidase [21]. Heme d content
was 2.1±0.1 nmol/mg protein (i.e. approximately 20% of membrane
proteins). Cytochrome bo-type quinol oxidase was puriﬁed from
cytoplasmic membranes of E. coli GO103/pHN3795-1 (cyo+ Δcyd/cyo+
AmpR), as described previously [22]. Trypanosome AOX-overproduced
membranes were isolated from E. coli FN102 (BL21 (DE3) ΔhemA)/
pTvAOX, which can express Trypanosoma vivax AOX as the sole
functional quinol oxidase [23]. The expression level of AOX was
estimated to be ∼5% of membrane proteins by SDS-polyacrylamide gel
electrophoresis.
2.3. Quinol oxidase assay
The activity of the E. coli quinol oxidases was determined at
25 °C with a V-660 double monochromatic spectrophotometer
(JASCO, Tokyo, Japan) with data acquisition at 0.05 s. The reaction
mixture (1 ml) contained 50 mM potassium phosphate (pH 6.5),
and 0.02% Tween 20 (protein grade, Calbiochem) [24]. Enzyme
concentrations were 2.4 nM for cytochrome bd and 2 nM for
cytochrome bo. Reactions were started by addition of ubiquinol-1
(Q1H2) at a ﬁnal concentration of 100 μM, and the activity was
calculated by using a molar extinction coefﬁcient of 12,300 at
278 nm. The activity of T. vivax AOX was measured in 50 mMTris–HCl (pH 7.4)–0.1% sucrose monolaurate (Mitsubishi-Kagaku
Foods Co., Tokyo, Japan). Enzyme kinetics were analyzed based on
the modiﬁed ping-pong bi-bi mechanism for cytochrome bd [21]
or the Michaelis–Menten mechanism for cytochrome bo and T.
vivax AOX, by using KaleidaGraph ver. 4.0 (Synergy Software,
Reading, PA).
2.4. Dose–response analysis
Duplicate assays were performed at each concentration with two
independent preparations of membranes. Dose–response data were
analyzed by the nonlinear regression curve-ﬁtting with KaleidaGraph
ver. 4.0 as described previously [24]. IC50 values in the presence of
100 μM Q1H2 were estimated by using the equation for the relative
residual activity; v=1/(1+([Inhibitor] / IC50)n) where n is the Hill
coefﬁcient [24].
3. Results
3.1. Analysis of inhibition of cytochrome bd by antibiotics LL-Z1272
In the course of our screening for inhibitors against the E. coli
cytochrome bd, we identiﬁed LL-Z1272γ as an antibiotic that
suppressed the Q1H2 oxidation by the cytochrome bd-overproduced
membranes (84% inhibition at 5 μg/ml) greater than antimycin A
(50%), a non-competitive inhibitor of cytochrome bd [25]. We
extended our screening with antibiotics LL-Z1272β, γ, δ, ɛ and ζ,
prenylphenols isolated from Verticillum sp. FO-2787 [16], and found
that LL-Z1272β and ɛ were more potent inhibitors for cytochrome bd.
These compounds do not have a chlorine atom at position 5 of the
phenol ring (Fig. 1), and the cyclohexanone ring of LL-Z1272ɛ slightly
increased the binding afﬁnity to cytochrome bd (Table 1). The 50%
inhibitory concentrations (IC50) for LL-Z1272β and ɛ (dechlorinated
derivatives) were determined to be 2.1 and 1.1 μM (average values of
two independent preparations), respectively, and are one-order of
magnitude smaller than those of LL-Z1272γ, δ and ζ (chlorinated
derivatives) (Table 1). The IC50 values for known inhibitors for
cytochrome bd [20,25–27] are 10 μM for piericidin A, 5 μM for
antimycin A, 1 μM for HQNO, and 8.3 nM for aurachin C 1–10.
Table 1
Summary on IC50 values of quinol oxidase inhibitors for the E. coli cytochrome bd and
bo and T. vivax AOX
Compounds Cytochrome bda Cytochrome bob trypanosome AOXc
LL-Z1272β 2.1±0.1d 1.2±0.1 0.18±0.02
LL-Z1272γ 81±17 0.082±0.016 0.015±0.001
LL-Z1272δ 32±4 0.28±0.02 0.046±0.004
LL-Z1272ɛ 1.1±0.1 7.2±0.7 0.65±0.09
LL-Z1272ζ 85±7 0.37±0.02 0.43±0.02
Ascofuranone 47±10 0.062±0.003 0.0049±0.0002
Aurachin C 1–10 0.0083±0.0003 0.0023±0.0001 28±2
a The E. coli cytochrome bd-overproduced membranes.
b The puriﬁed E. coli cytochrome bo.
c The T. vivax AOX-overproduced membranes.
d μM.
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Effects of LL-Z1272β and ɛ on the Q1H2 oxidation by cytochrome bd
were further analyzed kinetically. Control data were analyzed based
on the modiﬁed ping-pong bi-bi mechanism by assuming the
stabilization of dioxygen reduction intermediates [28] and apparent
Km and Vmax values for the control were determined to 50 μM and
2364 Q1H2/enzyme/s, respectively, in 50 mM potassium phosphate
(pH 6.5)–0.02% Tween 20 [24] (Fig. 2). In the presence of inhibitors,
reactions followed the Michaelis–Menten kinetics (Fig. 2). LL-Z1272β
acts as a noncompetitive inhibitor with Ki =7.6±2.5 μM while LL-
Z1272ɛ serves as a competitive inhibitor with Ki =1.00±0.03 μM
(Fig. 2).
3.3. Dose–response analysis of inhibition of cytochrome bo
by antibiotics LL-Z1272
In contrast to bd-type oxidase, the Q1H2 oxidase activity of the E.
coli cytochrome bo was more sensitive to chlorinated derivatives, LL-
Z1272γ, ɛ and ζ. IC50 values for LL-Z1272β, γ, δ, ɛ and ζ (averages from
two preparations) were determined to be 1.2, 0.082, 0.28, 7.2 and
0.37 μM, respectively (Table 1). The IC50 values for known inhibitors
for cytochrome bo [20,27,29–31] are 0.3 μM for HQNO, 0.14 μM for
piericidin A, and 2.3 nM for aurachin C 1–10, showing that cytochromeFig. 2. Effects of antibiotics LL-Z1272 on kinetic parameters for Q1H2 oxidation by the E.
coli cytochrome bd. Kinetic analysis was carried out in the absence of inhibitors (•) and
the presence of 2 (▾) or 5 (▿) μM LL-Z1272β or 2 (▴) or 5 (▵) μM LL-Z1272ɛ. Control
data was analyzed by using the equation v=SVmax / (SS(1+S /KS)+SKm+KmKm) where KS
indicates the constant for substrate inhibition. Data obtained in the presence of
inhibitors were analyzed based on the Michaelis–Menten kinetics. The apparent Km
(μM) and Vmax (Q1H2/enzyme) values obtained were 50±4 and 2364±194, respec-
tively, for the control (KS=381 μM), 79±5 and 1232±33, respectively, for 2 μM LL-
Z1272β, 100±5 and 826±21, respectively, for 5 μM LL-Z1272β, 140±3 and 1065±12,
respectively, for 2 μM LL-Z1272ɛ, 287±41 and 1113±107 Q1H2/enzyme/s, respectively,
for 5 μM LL-Z1272ɛ, respectively.bo is more sensitive to these quinone analogs than cytochrome bd. It
should be noted that LL-Z1272γ is a very potent inhibitor of
cytochrome bo.
3.4. Kinetic analysis of inhibition of cytochrome bo by antibiotics
LL-Z1272
Effects of LL-Z1272β, γ, δ, and ζ on the Q1H2 oxidation by
cytochrome bo were further analyzed kinetically at different concen-
trations of inhibitors. Enzyme kinetics were analyzed based on the
Michaelis–Menten mechanism [29,31], and we found that the
inhibition mechanism was all mixed-type (Fig. 3). It should be noted
that due to changes in assay conditions apparent Km and Vmax values
were shifted to 23 μM and 1035 Q1H2/enzyme/s, respectively (Fig. 3),
from 50 μM and 515 Q1H2/enzyme/s, respectively, in 50 mM Tris–HCl
(pH 7.4)–0.1% sucrose monolaurate in our previous study [32].
3.5. Dose–response analysis of inhibition of trypanosome AOX by
antibiotics LL-Z1272
Because of the structural similarity of antibiotics LL-Z1272 with
trypanocidal AF (Fig. 1), we examined the effects of antibiotics LL-
Z1272 on Q1H2 oxidase activity of T. vivax AOX. From dose–response
analysis with the AOX-overproduced E. coli membranes, we deter-
mined IC50 values for LL-Z1272β, γ, δ, ɛ, ζ, AF and aurachin C1–10 to be
180, 15, 46, 650, 430, 4.9 nM and 28 μM, respectively (Table 1). Our
data indicate that 1) the furanone ring of AF is not essential for binding
to trypanosome AOX, 2) the 5-chloride group on the phenol ring
increases the binding afﬁnity, and 3) aurachin C, the most potent
inhibitor for bacterial quinol oxidases (IC50=8.3 and 2.3 nM for the E.
coli cytochrome bd and bo, respectively (Table 1)) [20,27], is 2 to 4
order of magnitude less active than the prenylphenols.
3.6. Kinetic analysis of inhibition of trypanosome AOX by antibiotics
LL-Z1272
Effects of LL-Z1272β, γ, δ, ɛ and ζ and AF on enzyme kinetics by T.
vivax AOX were examined in the presence of detergents. Q1H2
oxidation by T. vivax AOX followed the Michaelis–Menten kineticsFig. 3. Effects of antibiotics LL-Z1272 on kinetic parameters for Q1H2 oxidation by the E.
coli cytochrome bo. Kinetic analysis was carried out in the absence of inhibitors (○) and
the presence of 0.75 μM LL-Z1272β (▾), 0.2 μM LL-Z1272γ (•), 0.75 μM LL-Z1272δ (▴),
and ζ (▿). Data were analyzed based on the Michaelis–Menten kinetics. The apparent
Km and Vmax values obtained are 23±2 and 1035±28 (control), 43±4 and 841±30
(0.75 μM LL-Z1272β), 64±2 and 402±4 (0.2 μM LL-Z1272γ), 66±3 and 361±6 (0.75 μM
LL-Z1272δ), 46±4 μM and 486±14 Q1H2/enzyme/s (0.75 μM LL-Z1272ζ), respectively. R
values were N0.997.
Fig. 4. Effects of antibiotics LL-Z1272 on kinetic parameters for Q1H2 oxidation by
trypanosome AOX. Kinetic analysis was carried out in the absence of inhibitors (▵) and
the presence of 200 nM LL-Z1272β (▾), 20 nM LL-Z1272γ (•), 50 nM LL-Z1272δ (▴),
1 μM LL-Z1272ɛ (○) and 50 nM LL-Z1272ζ (▿), and 5 nM AF (♦). For clarity we showed
data for one concentration of each inhibitor. The apparent Km and Vmax values
determined for the control were 232 μM and 19.8 U/mg protein, respectively. The
apparent Ki values for non-competitive inhibition by LL-Z1272β, γ, ζ, and AF were 142,
59, 203, and 2.65 nM. Ki and Ki′ values for mixed-type inhibition by LL-Z1272δ and LL-
Z1272ɛ were 0.032 and 25.5 μM and 0.483 and 9.61 μM, respectively.
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20 U/mg protein (Fig. 4). The Km value in 0.1% sucrose monolaurate
was comparable to 350 μM for T. b. brucei AOX in 0.25% n-octyl-β-D-
glucopyranoside plus 0.025% EDT-20 [34], but smaller than approxi-
mately 700 μM determined for T. b. brucei AOX in the absence of
detergents [13,23]. Since the Km value of T. vivax AOX for ubiquinol-2
was 116 μM (data not shown), the length of the isoprene unit may
increase the binding afﬁnity for ubiquinones [35]. The Km of
trypanosome AOX for ubiquinol-9 in T. b. brucei mitochondria
would be comparable to the Km value of cytochrome bd for
ubiquinol-8 in E. coli.
Kinetic analysis of inhibition of T. vivax AOX by antibiotics LL-
Z1272 revealed that LL-Z1272β (Ki =142 nM), γ (59 nM), and ζ
(203 nM) act as (apparently) non-competitive inhibitors (Fig. 4), as
reported for AF [13] and salicylhydroxamic acid (SHAM, Ki =25 μM)
[34]. Since the amount of active AOX molecules in the E. coli
membranes was difﬁcult to estimate, we did not try kinetic analysis
for tight-binding inhibitors [36]. In contrast, LL-Z1272δ and ɛ serve as
mixed-type inhibitors with Ki and Ki′ values of 0.032 and 25.5 μM and
0.483 and 9.61 μM, respectively.
4. Discussion
From the screening of natural antibiotics of the Kitasato Institute
for Life Sciences Chemical Library, we identiﬁed prenylphenols LL-
Z1272β, γ, δ, ɛ and ζ as a unique set of inhibitors, which can inhibit and
discriminate bacterial and trypanosomal ubiquinol oxidases (Table 1).
LL-Z1272β and ɛ (dechlorinated derivatives) inhibited cytochrome bd-
type oxidase while LL-Z1272γ, δ, and ζ (chlorinated derivatives) were
potent inhibitors of cytochrome bo-type oxidase and trypanosome
AOX. Aurachin C is a potent inhibitor for both cytochrome bo and bd
[20,27], while AF is more active against trypanosome AOX [13]. Since
all three quinol oxidases are absent from mammalian mitochondria,
prenylphenols could be used as lead compounds for development of
novel chemotherapeutic agents [13,14,37]. However, except for the
effect of LL-Z1272β on Clostridium perfringens (minimum inhibitory
concentration of 25 μg/ml), antibiotics LL-Z1272 were ineffective
against S. aureus, Pseudomonas aeruginosa, Mycobacterium smegmatis,
and Bacteroides fragilis. Neither LL-Z1272γ nor LL-Z1272ɛ affected theaerobic growth of E. coli cells expressing cytochrome bo or bd as the
sole terminal oxidase, likely due to the excretion by drug efﬂux pumps
or due to the inefﬁcient penetration through the lipopolysaccharide
layer of the outer membrane.
Kinetic analysis of the inhibition of quinol oxidases by prenylphe-
nols yielded rather complicated inhibition mechanisms (Figs. 2–4).
Structural similarities of prenylphenols to ubiquinones (Fig. 1) indi-
cate that all these compounds would act as competitive inhibitors for
the quinol oxidation site. However, in many cases we found non-
competitive or mixed type inhibition. In the case of tight binding
inhibitors [36], Michaelis–Menten plots resemble to those of non-
competitive inhibition. Alternatively, orientation of the phenol ring of
prenylphenol molecules within the binding pocket will determine
interactions of prenyl tails and/or the cyclohexanone ring with the
protein moiety. The latter interactions would affect the former
interactions. In addition, modiﬁcations of the prenyl tail (i.e., the
presence of the cyclohexanone or franone ring) could alter interac-
tions with lipid bilayers and detergent micelles, which would then
affect the orientation of inhibitor molecules relative to the binding
pocket in quinol oxidases. Inhibition mechanisms of natural
antibiotics may be inherently associated with their structural
complexity, as found for inhibitors for alternative NADH dehydro-
genase NDH-II [38].
Currently approved drugs for the treatment of human sleeping
sickness caused by T. b. rhodesiense and T. b. gambiense are suramine,
pentamidine, melarsoprol, and eﬂornithine [37]. They are not
available for oral administration and T. brucei strains resistant to
one or more drugs are now emerging. Thus there is an urgent need
for less-toxic and more convenient new drugs against African
trypanosomiasis. In parallel studies, we recently found trypanocidal
activity of LL-Z1272β [39]. LL-Z1272β and LL-Z1272δ have been
shown to be less toxic to human cells [18,33] and we have
demonstrated that the efﬁcacy of AF in the treatment of trypano-
some-infected mice [14]. In conclusion, antibiotics LL-Z1272 are
useful as probes for understanding the quinol oxidation sites of
respiratory quinol oxidases and such prenylphenols are promising
leading compounds for the development of new chemotherapeutic
agents for African trypanosomiasis.
Acknowledgements
We thank Dr. M. Yamamoto (aRigen Pharmaceuticals. Inc., Tokyo)
for AF, Dr. S. Yoshida (Institute of Physical and Chemical Research,
Saitama) for piericidin A, Dr. Rokuro Masuma (Kitasato Institute for
Life Sciences) for measurements of antibacterial activities of anti-
biotics LL-Z1272, Dr. K. Matsushita (Yamaguchi University) for his
advice on enzyme assay and Dr. R. B. Gennis (University of Illinois) for
the plasmid pNG2 and the E. coli strain GO103. This study was
supported by a Grant-in-Aid for Scientiﬁc Research (20570124 to TM),
Scientiﬁc Research on Priority Areas (18073004 to KK) and Creative
Scientiﬁc Research (18GS0314 to KK) from the Japanese Ministry of
Education, Science, Culture, Sports, and Technology.
References
[1] T.J. Foster, The Staphylococcus aureus “superbug”, J. Clin. Invest. 114 (2004)
1693–1696.
[2] J. Travis, Reviving the antibiotic miracle? Science 264 (1994) 360–362.
[3] S. Jünneman, Cytochrome bd terminal oxidase, Biochim. Biophys. Acta 1321 (1997)
107–127.
[4] T. Mogi, M. Tsubaki, H. Hori, H. Miyoshi, H. Nakamura, Y. Anraku, Two terminal
quinol oxidase families in Escherichia coli: variations on molecular machinery for
dioxygen reduction, J. Biochem. Mol. Biol. Biophys. 2 (1998) 79–110.
[5] L. Cunningham, M. Pitt, H.D. Williams, The cioAB genes from Pseudomonas
aeruginosa code for a novel cyanide-insensitive terminal oxidase related to the
cytochrome bd quinol oxidases, Mol. Microbiol. 24 (1997) 579–591.
[6] S.S. Way, S. Sallustio, R.S. Magliozzo, M.B. Goldberg, Impact of either elevated or
decreased levels of cytochrome bd expression on Shigella ﬂexneri virulence, J.
Bacteriol. 181 (1999) 1229–1237.
133T. Mogi et al. / Biochimica et Biophysica Acta 1787 (2009) 129–133[7] S. Endley, D. McMurray, T.A. Ficht, Interruption of the cydB locus in Brucella
abortus attenuates intracellular survival and virulence in the mouse model of
infection, J. Bacteriol. 183 (2001) 2454–2462.
[8] A.K. Turner, L.Z. Barber, P. Wigley, S. Muhammad, M.A. Jones, M.A. Lovell, S. Hulme,
P.A. Barrow, Contribution of proton-translocating proteins to the virulence of
Salmonella enterica serovars Typhimurium, Gallinarum, and Dublin in chickens
and mice, Infect. Immun. 71 (2003) 3392–3401.
[9] L. Shi, C.D. Sohaskey, B.D. Kana, S. Dawes, R.J. North, V. Mizrahi, M.L. Gennaro,
Changes in energy metabolism of Mycobacterium tuberculosis in mouse lung and
under in vitro conditions affecting aerobic respiration, Proc. Natl. Acad. Sci. U. S. A.
102 (2005) 15629–15634.
[10] M. Chaudhuri, R.D. Ott, G.C. Hill, Trypanosome alternative oxidase: frommolecule
to function, Trends Parasitol. 22 (2006) 484–491.
[11] A.L. Moore, M.S. Albury, P.G. Crichton, C. Affourtit, Function of the alternative
oxidase: is it still a scavenger? Trends Plant Sci. 7 (2002) 478–481.
[12] N. Sasaki, T. Okutomi, T. Hosokawa, Y. Nawata, K. Ando, Ascofuranone, a new
antibiotic from Ascochyta viciae, Tetrahedron Lett. 13 (1972) 2541–2544.
[13] N. Minagawa, Y. Yabu, K. Kita, K. Nagai, N. Ohta, K. Meguro, S. Sakajo, A. Yoshimoto,
An antibiotic, ascofuranone, speciﬁcally inhibits respiration and in vitro growth of
long slender bloodstream forms of Trypanosoma brucei brucei. Mol, Biochem.
Parasitol. 84 (1997) 271–280.
[14] Y. Yabu, A. Yoshida, T. Suzuki, C. Nihei, K. Kawai, N. Minagawa, T. Hosokawa, K.
Nagai, K. Kita, N. Ohta, The efﬁcacy of ascofuranone in a consecutive treatment on
Trypanosoma brucei brucei in mice, Parasitol. Int. 52 (2003) 155–164.
[15] H. Ui, A. Ishiyama, H. Sekiguchi, M. Namatame, A. Nishihara, A. Takahashi, K.
Shiomi, K. Otoguro, S. Ō mura, Selective and potent in vitro antimalarial activities
found in four microbial metabolites, J. Antibiot. 60 (2007) 220–222.
[16] S. Takamatsu, M.-C. Rho, R. Masuma, M. Hayashi, K. Komiyama, H. Tanaka, S.
Omura, A novel testosterone 5a-reductase inhibitor, 8′9′-dehydroascochlorin
produced by Verticillium sp. FO-2787, Chem. Pharm. Bull. 42 (1994) 953–956.
[17] G.A. Ellestad, R.H. Evans Jr., M.P. Kunstmann, Terpenoid metabolites from an
unidentiﬁed Fusarium species, Tetrahedron 25 (1969) 1323–1334.
[18] S. Hayakawa, H. Minato, K. Katagiri, The ilicicolins, antibiotics from Cylindrocla-
dium ilicicola, J. Antibiot. 24 (1971) 653–654.
[19] H. Minato, T. Katayama, S. Hayakawa, K. Katagiri, Identiﬁcation of ilicicolins with
ascochlorin and LL-Z1272, J. Antibiot. 25 (1972) 315–316.
[20] H. Miyoshi, K. Takegami, K. Sakamoto, T. Mogi, H. Iwamura, Characterization of the
ubiquinol oxidation sites in cytochromes bo and bd from Escherichia coli using
aurachin C analogues, J. Biochem. 125 (1999) 138–142.
[21] T. Mogi, S. Endo, S. Akimoto, M. Morimoto-Tadokoro, H. Miyoshi, Glutamates 99
and 107 in transmembrane helix III of subunit I of cytochrome bd are critical for
binding of the heme b595-d binuclear center and enzyme activity, Biochemistry 45
(2006) 15785–15792.
[22] M. Tsubaki, T. Mogi, Y. Anraku, H. Hori, Structure of heme–copper binuclear center
of the cytochrome bo complex of Escherichia coli: EPR and Fourier-transform
infrared spectroscopic studies, Biochemistry 32 (1993) 6065–6072.
[23] T. Suzuki, C. Nihei, Y. Yabu, T. Hashimoto, M. Suzuki, A. Yoshida, K. Nagai, T.
Hosokawa, N. Minagawa, S. Suzuki, K. Kita, N. Ohta, Molecular cloning
andcharacterization of Trypanosoma vivax alternative oxidase (AOX) gene, a
target of the trypanocide ascofuranone, Parasitol. Int. 53 (2004) 235–245.
[24] T. Mogi, H. Ui, K. Shiomi, S. Ōmura, K. Kita, Gramicidin S identiﬁed as a potent
inhibitor for cytochrome bd-type quinol oxidase, FEBS Lett. 582 (2008)
2299–2302.
[25] S. Jünemann, J.M. Wrigglesworth, Antimycin inhibition of the cytochrome bd
complex from Azotobacter vinelandii indicates the presence of a branched electron
transfer pathway for the oxidation of ubiquinol, FEBS Lett. 345 (1994) 198–202.[26] K. Kita, K. Konishi, Y. Anraku, Terminal oxidases of Escherichia coli aerobic
respiratory chain. II. Puriﬁcation and properties of cytochrome b558-d complex
from cells grownwith limited oxygen and evidence of branched electron-carrying
systems, J. Biol. Chem. 259 (1984) 3375–3381.
[27] B. Meunier, S.A. Madgwick, E. Reil, W. Ottemeier, P.R. Rich, New inhibitors of the
quinol oxidation sites of bacterial cytochromes bo and bd, Biochemistry 34 (1995)
1076–1083.
[28] Y. Matsumoto, E. Muneyuki, D. Fujita, K. Sakamoto, H. Miyoshi, M. Yoshida, T. Mogi,
Kinetic mechanism of quinol oxidation by cytochrome bd studied with
ubiquinone-2 analogs, J. Biochem. 139 (2006) 779–788.
[29] K. Kita, K. Konishi, Y. Anraku, Terminal oxidases of Escherichia coli aerobic
respiratory chain. I. Puriﬁcation and properties of cytochrome b562-o complex
from cells in the early exponential phase of aerobic growth, J. Biol. Chem. 259
(1984) 3368–3374.
[30] K. Matsushita, L. Patel, H.R. Kaback, Cytochrome o oxidase from Escherichia coli.
Characterization of the enzyme and mechanism of electrochemical proton
gradient generation, Biochemistry 23 (1984) 4703–4714.
[31] M. Sato-Watanabe, T. Mogi, H. Miyoshi, H. Iwamura, K. Matsushita, O. Adachi, Y.
Anraku, Structure–function studies on the ubiquinol oxidation site of the
cytochrome bo complex from Escherichia coli using p-benzoquinones and
substituted phenols, J. Biol. Chem. 269 (1994) 28899–28907.
[32] T. Mogi, T. Hirano, H. Nakamura, Y. Anraku, Y. Orii, CuB promotes both binding and
reduction of dioxygen at the heme–copper binuclear center in the Escherichia coli
bo-type ubiquinol oxidase, FEBS Lett. 370 (1995) 259–263.
[33] M. Gutiérrez, C. Theoduloz, J. Rodríguez, M. Lolas, G. Schmeda-Hirschmann,
Bioactive metabolites from the fungus Nectria galligena, the main apple canker
agent in Chile, J. Agric. Food Chem. 53 (2005) 7701–7708.
[34] R. Ott, K. Chibale, S. Anderson, A. Chipeleme, M. Chaudhuri, A. Guerrah, N.
Colowick, G.C. Hill, Novel inhibitors of the trypanosome alternative oxidase inhibit
Trypanosoma brucei brucei growth and respiration, Acta Trop.100 (2006) 172–184.
[35] K. Sakamoto, H. Miyoshi, M. Ohshima, K. Kuwabara, K. Kano, T. Akagi, T. Mogi, H.
Iwamura, Role of isoprenyl tail of ubiquinone in reaction with respiratory
enzymes: studies with bovine heart mitochondrial complex I and Escherichia coli
bo-type ubiquinol oxidase, Biochemistry 37 (1998) 15106–15113.
[36] P.R. Rich, S.A. Madgwick, D.A. Moss, The interactions of duroquinol, DBMIB and
NQNO with the chloroplast cytochrome bf complex, Biochim. Biophys. Acta 1058
(1991) 312–328.
[37] A.H. Fairlamb, Chemotherapy of human African trypanosomiasis: current and
future prospect, Trends Parasitol. 19 (2003) 488–494.
[38] T. Mogi, K. Matsushita, H. Miyoshi, H. Ui, K. Shiomi, S. Ômura, K. Kita, Identiﬁcation
of new inhibitors for alternative NADH dehydrogenase (NDH-II). FEMS Microbiol.
Lett. (in press).
[39] K. Otoguro, A. Ishiyama, M. Namatame, A. Nishihara, T. Furusawa, R. Masuma, K.
Shiomi, Y. Takahashi, H. Yamada, S. Omura, Selective and potent in vitro
antitrypanosomal activities of ten microbial metabolites, J. Antibiot. 61 (2008)
372–378.Glossary
AOX: alternatice quinol oxidase
HQNO: 2-heptyl-4-hydroxyquinoline N-oxide
IC50: IC50, the 50% inhibitory concentration
Q1H2: a reduced form of Q1, ubiquinol-1
